. Affinity for ADP DnaA proteins (1.9 pmol) were incubated in buffer containing various concentrations (0−1 µM) of [ 3 H]ADP, followed by a nitrocellulose filter retention assay. The dissociation constant (Kd) and stoichiometry were deduced using a Scatchard plot as previously described (1) . A. ADP dissociation with DARS1 in the presence of DiaA. Experiments were performed as described for Figure 4A -C except that 2 pmol ADP-DnaA and the indicated amounts (as monomer) of WT DiaA or DiaA L190A were incubated in the presence (+) or absence (-) of 15 fmol DARS1. B. EMSA with DARS1, DnaA and DiaA. Experiments were performed as described for Figure 5C and D, and the data are accordingly shown. Migrating positions are indicated; C I -C IV and C I' -C IV' respectively indicate complexes with DnaA and those with DnaA and DiaA. The overall gel image is slightly enhanced in contrast.
Supplementary

Supplementary Figure S3. Analyses of cells bearing dnaA Q208A
A B
A. Amount of cellular DnaA. Cells of KA451 [rnhA::cat dnaA::Tn10] bearing pOZ18 (WT rnhA, WT dnaA) or pRS1 (WT rnhA, dnaA Q208A) were grown at 37°C until the absorbance at 660 nm (A 660 ) reached 0.1. Cells were harvested, and 0.5 mL cultures were dissolved in sodium dodecyl sulfate (SDS) sample buffer and immunoblotted using anti-DnaA antiserum as previously described (2, 3) . As a quantitative standard, purified DnaA was mixed with cell lysates similarly prepared from KA451 cells. Two independent experiments were performed, and mean values and SD are indicated. B. Flow cytometry analysis of cells bearing dnaA Q208A. These experiments were performed as we previously described (3) (4) (5) . Briefly, cells of KA451 [rnhA::cat dnaA::Tn10] bearing pOZ18 (WT rnhA, WT dnaA) or pRS1 (WT rnhA, dnaA Q208A) were exponentially grown at 37°C in LB medium, and further incubated for 4 hr with rifampicin and cefalexin for run-out replication of the chromosomes, followed by flow cytometry analysis. The relative cell size was quantified at the time of drug addition (mass).
Supplementary Figure S4. Analysis of DnaA box III'
A. Sequences. Sequence of DARS1 WT DNA (MD1−8) and the positions and directions of DnaA boxes I−III' are shown. Also, the sequence of mutant DARS1 DNA bearing the nonsense sequence instead of DnaA box III' (DARS1 boxIII'Non) is shown. B. EMSA. ADP-bound or apo forms of WT DnaA and DnaA Q208A (0-4 pmol) were incubated with 0.40 pmol of DARS1 WT or boxIII'Non DNA, followed by EMSA as described for Figure 5 . C. ADP dissociation. The ADP-bound form of WT DnaA (2 pmol) was incubated with 0.40 pmol of DARS1 WT, boxIII'Non, or Nonsense DNA, followed by a filter retention assay, as described for Figure 3 . 
Supplementary Figure S7. ADP dissociation activity of DnaA Q208A
A-B. Experiments were basically performed as described for Figure 7 in the presence or absence of chiDnaA. Briefly, [ 3 H]ADP dissociation was assessed using 2 pmol of [ 3 H]ADP-EcoDnaA (WT or Q208A) and 800 fmol of DARS1 Tma III, Tma II or Tma I in the presence (+) of absence (-) of 1 pmol of non-radioactive ADP-chiDnaA. Data averaged from at least two independent experiments are indicated using mean values and SD error bars. In this experimental system, ADP dissociation from EcoDnaA Q208A depended on chiDnaA.
